The rat ovarian augmentation method for the quantitative determination of follicle stimulating hormone (FSH) 
the increase in testicular weight in hypophysectomized male rats and Fevold et al. (1940) used the increase in ovarian weight in immature, intact female rats. Other investigators used the increase in uterine weight in intact, immature mice or rats. When it became known that human chorionic gonadotrophin (HCG) augments the effect of FSH on the ovaries, Simpson et al. (1951) , in hypophysectomized HCG-treated female rats showed that a dose-response curve could be obtained, and Steelman 8c Pohley (1953) found that immature intact HCG-treated rats could be used instead of hypophysectomized rats and that their ovaries were more sensitive to FSH. Later Brown (1955) , using the same principle, employed mice instead of rats and got a more sensitive assay. How¬ ever, the method seems to be highly dependent on the strain of mice used.
Igarashi 8c McCann (1964) published a quantal assay for FSH using the principle that small amounts of HCG sentisize the mouse uterus to FSH. The method was sensitive but highly unspecific (Uberoi 8c Meyer 1967) . When some two years ago we needed a bioassay to measure the excretion of FSH in urine from human subjects, preliminary experiments indicated that the Steelman-Pohley method was the most promising for the animals we had at our disposal.
In work on bioassays it is well known that even small alterations in the practical performance of the assay can give remarkable improvements. We therefore systematically studied the method, and the purpose of this paper is to present the results obtained. The specificity of the method will be dis¬ cussed in a following paper (Christiansen 1972 Fig. 1 ) is remarkably smaller in the assay with the SS strain than in the assay with the Holtzman rats. At a total dose of 400 µg NIH-FSH-S-1, ovarian weights 3.6 times above the controls are obtained with the SS rats and 3.3 times above the controls with the Holtzman rats. (Fig. 4) The injection schedule is the main factor on which the steepness of the regression line depends. Of course the ideal method would have a continuous supply of the hormone. Fig. 5 shows 3 assays using 1, 2 and 3 injections daily for 3 days with autopsy on the 4th day. The standard deviation in the assay using 6 injections is slightly smaller than in the other assays, the regression line being more linear and steeper. With a total dose of 400 µ NIH-FSH-S-3 an ovarian response of 1.7, 2.9 and 2.5 times the controls is obtained with 3, 6 and 9 injections, respectively. This means that there is no advantage in giving 9 injections instead of 6 injections for 3 days, whereas 6 injections are much better than 3 injections. It was therefore decided to use 6 injections in 3 days for the further investigations.
In Fig. 6 LH a flat curve (Christiansen 1967) . This difference could not be demonstrated in the Steelman-Pohley assay for FSH, as the 3 dose-response curves in Fig. 7 do not differ significantly from parallelism.
The reproducibility of the assay is shown in Fig. 8 Fig. 8 shows the dose-response curves graphically and Table 1 gives the data. The relative potency has been calculated in terms of assay number one. The reproducibility is satisfactory in the 6 assays as the relative potency is about 1.0, but in assay number 2, performed in the month of May, the relative potency is 1.47 and the fiducial limits, both upper and lower are higher than 1.0. Table 1 also shows the influence on the precision of the assay by reducing the number of rats per dose. This has been done mathematically from the same 7 assays by using the computer first to remove one rat per dose and then 2 rats per dose by randomization. Three rats per dose instead of 5 only slightly decrease the precision of the assay. Data for the curves presented in Fig. 8 (see legend to Fig. 8) The reproducibility of the assay is found to be satisfactory as 6 out of 7 assays with the 2. IRP-HMG had almost identical relative potency. In the 7th assay, performed in the month of May the relative potency was higher. All the curves were parallel and linear within the dose-range used. In all assays 5 rats per dose have been used. However, decreasing the number of rats per dose from 5 to 3 only slightly decreased the precision of the assay.
The sensitivity of the assay is about 2 IU of the 2. IRP-HMG. Compared to the excretion of FSH in normal human subjects it is poor and must be compensated for by collecting sufficient numbers of 24 hour urine samples.
It is concluded that the Steelman-Pohley method, modified as mentioned above is suitable in our laboratory for the quantitative determination of FSH.
